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= Abstract =Mycobacterium tuberculosis H37Rv ATCC 27294, restricted with EcoRI,
was used to construct a genomic library in a bacteriophage expression vector, Lambda
9111. One 1.5-kb DNA fragment was selected by picoBlue immunoscreening kit on the
basis of the ability to encode M. bovis-specific protein. Recombinant pBluescript with
the 1.5-kb DNA was constructed into EcoRI site. Denatured DNA solution was blotted
with BIO-DOT microfiltration apparatus(BIO-RAD) onto nylon membrane. The 1.5-kb
probe, labeled with digoxigenin, reacted strongly with M. tuberculosis H37Rv, M. bovis,
and 5 clinical isolates of M. tuberculosis. No hybridizations were observed with M. tu-
berculosis H37Ra, M. scrofulaceum, M. intracellulare, S. au reus, S. epidennidis, S.
marcescens, K. pneumoniae, E. coli, E. cloacae, P. vulgaris, and P. aeruginosa. When
purified DNA from M. tuberculosis H37Rv was spotted onto nylon membrane, the
1.5-kb probe was able to detect 100 ng of DNA, which corresponds to 2 X 107
mycobacteria. This dot blot hybridization method using digoxigenin-Iabeled 1.5-kb
probe may be applicable for identifying M. tuberculosis in hospital laboratories.
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INTRODUCTI ON
The growth rate for the mycobacteria IS
slow and requires 2 to 8 weeks or longer for
detection by use of traditional media. Myco-
bacteria are usually identified by rate of
growth, colonial morphology, pigmentation,
and biochemical profiles. It takes an additional
2 to 6 weeks for mycobacterial Identification to
species level after mycobacterial colonies are
isolated. BACTEC system, gas-liquid chromato-
graphy, and nucleic acid probe technique
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have been recently Introduced for the rapid de-
tection and identification of the mycobacteria
(Roberts et et. 1991).
A cDNA probe system is commercially
available from Gen-Probe for rapid diagnosis of
tuberculosis. But this system is too expensive to
be routinely used in most hospital laboratories.
This study intended to clone a DNA se-
quence unique to M. tuberculosis complex that
could be hybridized to DNA from organisms for
identification. A genomic library in bacterio-
phage ;.gtll was constructed with M. tubercu-
losis H37Rv strain, restricted with EcoRI. which
was screened by polyclonal antibody to M.
bovis. Chromosomal DNA was blotted with
BIO-DOT apparatus onto nylon membrane and
probe DNA was labeled with digoxigenin.





